GENERAL CHEMISTRY TECHNIQUES
All chemicals were purchased and used as received unless otherwise indicated. The nitroimidazole-analog was synthesized according to a modified procedure 1, 2 . Moisture sensitive reactions were performed in oven-dried glassware under a positive pressure of nitrogen or argon. Air and moisture-sensitive compounds were introduced via syringe or cannula through a rubber septum. HPLC grade solvents were obtained from Fisher Scientific (Pittsburgh, PA). All reagents and deuterated solvents were purchased from the Aldrich Chemical Company (Milwaukee, WI) and used without further purification.
The Oregon Green 488 carboxylic acid succinimidyl ester, 5-isomer was purchased from
Life Technologies (Grand Island, NY) and used without further purification.
Chromatography
Silica gel column chromatography was performed using Sorbent silica gel standard grade, porosity 60 Å, particle size 32-63 (µm) (230 x 450 mesh), surface area 500-600 m 2 /g, bulk density 0.4 g/mL, pH range 6.5-7.5, purchased from Sorbent Technologies (Atlanta, GA). The analytical HPLC of the fluorescent compounds were performed on a Waters 2996 HPLC system with a UV or fluorescence detector using C18 reverse-phase columns. HYPOX-4 compound used for biological assays was ≥ 95% purity based on analytical HPLC monitored at 490 nm.
Synthesis of HYPOX-4
To a stirred solution of pimonidazole amine hydrochloride (compound 3, Scheme SI1) (28.2 µmol) in dimethylsulfoxide (2 mL) triethylamine was added (0.1 µmol) to generate the free amine. After stirring for 5 min, the Oregon Green 5-carboxylic acid succinimidyl ester, (compound 4, Scheme SI1) (15.7 µmol) was added and stirred overnight at 25 o C.
The solvent was removed by lyophyllization to give the crude product, which was purified by silica gel column chromatography.
Orange solid (75% 
